. Pull-down assay to analyze the lipid-binding capacity of vinculin. (A) Vt mutants are capable of binding to VH (shown are the full gels of bands used in Fig. 2 A) . The interaction of wild-type and mutant Vt with VH was analyzed by electrophoretic mobility shift assays on a native gel by incubating the respective Vt proteins with VH. (B-D) Pull-down assay to analyze the lipid-binding capacity of vinculin. Unilamellar vesicles of the phospholipids PC and PIP 2 were incubated with wild-type and mutant Vt (B: K915Q, K924Q, K944Q/R945Q, K970Q, R1057Q, and K1061Q; C: K915Q/K1061Q, K944Q/ R945Q/K1061Q, and K915Q/ K944Q/R945Q) and sedimented. Supernatant (S) and pellet (P) fractions were detected on Coomassie-stained SDS-PAGE. Non-binding mutants K944Q/R945Q and K1061Q (boxed regions) were selected for further functional studies. (D) Inactive and talin-VBS (residues 1,945-1,970)-activated full-length (FL) vinculin were run as the nonbinding and binding controls, respectively. Cropped versions of these gels are shown in Fig. 2 B. Figure S2 . Lipid-binding-deficient vinculin mutants cosediment with F-actin. Wild-type and mutant Vt (A: K915Q, K944Q/R945Q "944," K1061Q, K915Q/K944Q/R945Q "915 944," K915Q/K1061Q, K944Q/R945Q/K1061Q "944 1061"; B: K924Q, K970Q, and R1057Q) were cosedimented with F-actin and analyzed on Coomassie-stained SDS-PAGE. Vinculin samples were also analyzed in the absence of F-actin (top gel in A and the first six lanes in B). S, Supernatant; P, pellet. (C) Full-length (FL) vinculin was run as the nonbinding control. Cropped versions of these gels are shown in Fig. 4 A. 
